Materials and Methods

Mass spectrometry (MS) analysis of lipid droplet proteins from CHO K2 Cells
LD proteins were dissolved at a concentration of 10 mg/ml in 100 mM Tris (pH 7.8),
containing 8 M urea. The proteins were then reduced with 10 mM DTT for 1 h at RT.
40 mM iodoacetamide was added to alkylate the protein mixture for 1 h at RT in the dark. 40 mM DTT was used to consume the unreacted iodoacetamide for 1 h at RT.
Then the urea concentration was reduced to less than 2 M with super clean water.
Trypsin was then added at an enzyme:substrate ratio of 1:50 (w/w) and the reaction mixture was incubated overnight in 37°C water bath. 10% formic acid was added to stop the reaction, making pH less than 4. The resulting peptide solution was then subjected to nano-LC-ESI-LTQ MS/MS analysis according to the protocol previously described 1 . Briefly, a C 18 trap column was used and the mass spectrometer was operated in data-dependent mode and set at an initial 400-2000 m/z scan range, followed by five MS/MS scans. The MS/MS data were searched against the NCBI Refseq mouse database that was released on Jan. 3, 2011. BioWorks search parameters were set as follows: enzyme, trypsin; precursor mass tolerance, 3
Da; fragment ion mass tolerance, 1 Da. The fixed modification was set for carboxyamidomethylation of cysteine (Cys +57.02 Da). The search results were filtered as follows: Xcorr (+1) ≥ 1.5, Xcorr (+2) ≥ 2.0, Xcorr (+3) ≥ 2.5; Delta CN ≥ 0.08; Sp score ≥ 500; RSp ≤ 5; Number of distinct peptides ≥ 2. Fractions 2 and 3 from mouse liver were isolated as described in the Materials and Methods. They were mixed first and then distributed into 6 aliquots. The isolated LDs were treated with trypsin at 37°C for 60 min at the concentration (%, w/v) indicated.
Supplemental
After incubation, LDs were re-isolated, and proteins were extracted and analyzed by silver staining and Western blotting with the indicated antibodies.
subpopulations from CHO K2.
Proteins from different LD fractions in CHO K2 cells were subjected to MS analysis 
